The Diabetic Nephropathy(DN) is the major reasons for ESRD in the most common around the world as a result of the rising in the prevalence of obesity and T2DM.The death rate of DN patients having dialysis during 1-5 years is higher than non-diabetic according to the high danger of cardiovascular and infectious diseases. The diagnosis and follow-up of the aggravation of diabetic nephropathy is critical in reducing mortality from this disease. The present study was designed to exam some immunological and biochemical parameters in the early diagnosis of diabetic nephropathy. Four hundred T2DM patients were enrolled, and their age range was 39-60 with a mean± SD of 49.4±10.
Introduction
Diabetes-Mellitus (DM) is known to be a nonreversible chronic disease, leading to serious complications, including cardiac and vascular diseases, chronic kidney disease, blindness, and amputation (Singh et al., 2014) . Recently, around 1:11 adults in the world have diabetes mellitus; ninety percent of who have T2DM (type 2 diabetes mellitus). The main zone of quick type 2 diabetes mellitus global epidemic is in Asia where 20% of T2DM subjects develop ESRD (Complications, 2018) . Diabetic nephropathy (DN) represents forty-five percent of new dialysis patients. In the USA, 43% of had microalbuminuria while only 2% have macroalbuminuria (Re-, 2017). In Middle East, Saudi Arabia, the abnormal metabolism of glucose has reached an epidemic grade, where > 50% of the population were reported to have either diabetics or pre-diabetics. The overall prevalence of diabetic nephropathy was 10.8% of T2DM (Al-Rubeaan, 2015). The fast elevate in the spread of diabetes foretell the future great DN role in the kidney chronic disease. About half the diabetics in this high-risk population had one or more micro vascular complications (Cheema, 2018) . Moreover, (Mansournia, 2017) reported that among Iranian individuals with T2DM (41.2 %) patients suffered from DN, (18.1 %) had macroalbuminuria. In Iraq, the incidence of DN rose from 25% of new cases of ESRD in 2006 to 49% in 2012 According to official statistics issued by the Iraqi Ministry of Health according to its annual report for 2016 that 2.9% of the deaths of the year was due to the disease, and there are more than 33 thousand cases lying in hospitals and there are more than 900 thousand reviews of consulting clinics and foreign in all provinces of the country with the presence of More than 520,000 cases of DN were reported to health centers (Robertson, 1951) .
Methods
All patients were diagnosed by specialist doctors as having T2DM. A questionnaire of demographic data and disease-related variables was designed. Data were collected by reviewing medical records for demographic and disease-related variables. The aim of the study and the type of the tests were described to the participants of the study and oral permissions were obtained prior to the beginning of the tests.
Blood Samples
Four ml of venous blood samples have been collected using a 5 ml disposable syringe in EDTA tube from each patient of both studied groups (DM patients with and without Nephropathy as control). Laboratory work for preservation blood samples was accomplished in Alfuratalausat unit for Cancer Researches. The plasma obtained from 4 ml whole peripheral blood by centrifugation at 6×10 3 rpm for five minutes, plasma has been collected for biochemical and Immunological assays analysis.
Urine Samples
The urine sample was collected from each participant in a sterilized urine container and divided into two parts, one used to determine albumin and creatinine in urine specimen and the other part after its centrifugation used for General Urine Exam for diagnosis confirm.
Results and Discussion The Biochemical parameters distribution
In general the data of biochemical tests for all studied groups (Macro, Micro, and Normo Albuminuria) are presented in table (1). Creatinine values were significantly higher in macro Albuminuria compared with Micro Albuminuria and normoalbuminuria (1.3±0.8) versus (0.9±0.2), (1.0±0.2) respectively. Urea values were significantly higher in Macro Albuminuria and Micro Albuminuria (59.5±14.5), (62.4±22.1), respectively compared with normoalbuminuria (34.5±14.7) versus Albumin and HbAlc values were unaffected in all studied groups. Duncan test: similar letters referred to non-significant differences, different letters referred to significant differences; NS: non-significant differences HbAlc concentration is clearly affected by obesity, blood pressure and lifestyle, since we have excluded excess weight and blood pressure samples; it is clear why it is not affected by increased gene expression of TLR-4, but also its impact on immune receptors were unclear. Several studies were in disagreement with this result 2017), they reported that the TLR4 immune staining was considerably related with level so HbAlc within patients of diabetic. Meanwhile, I did not find any relationship between TLR4 gene expression and glycemic management furthermore as kidney function, which can hypnotized implicate the HG and / or AGE contribution to the augmented TLR4 gene expression (Peng, 2014 , Guo, 2005 . Such finding is a dispute with the relationship between the HbAlc and TLR expression observed in diabetics patients (Devaraj, 2008) . However (Mudaliar, 2013) demonstrated positive correlation between HbAlc in creased and Expression of TLR4 in adipose tissues of subjects with diabetes types two, but we missed to test any relationship with glaciated haemoprote in or downstream read outs. Up to date, little or no knowledge area accessible regarding perform and expression of Toll-like receptor 4 in DN consequence and it's not illustrious for not TLR-4 expression is influenced by hyperglycemia. Many studies, (Dasu, 2008, M.H. et al, 2016), agree with our result, they found that Creatinine and urea, was considerably increased in the activated and resting of monocyte from T2DM with the micro-vascular when compared between T2DM patients and controls, intonation for IL-1β and NFKB were shown for resting monocyte.
The immunological Parameters
In general the data of ICAM-1, TNF-α, IL-1β, IL-6, HMGB1 tests for all studied groups (Macro, Micro, and Normoalbuminuria) were presented in table (2). IL-1β values were significantly higher in Micro Albuminuria compared with Macro Albuminuria and Control (43.2±18.8) versus (34.3±25.4), (31.7±19.8) respectively . ICAM-1A values were significantly higher in Micro Albuminuria compared with Macro Albuminuria and Control (62.67±5.6), (46.7±5.9), (41.93±5.8) respectively. On the other hand, in DN biopsies, strong HMGB1 was reveal ed in distal tubules and nearby according to (S.C.W., 2011, Verzola, 2014) . This disagreement could be explained by the different sample type that we used from their sample, so the sample from local inflammation could give more information than that are taken as a general, and this may be the week point in our study. Duncan test: similar letters referred to non-significant differences, different letters referred to significant differences; NS: non-significant differences. Cytokines defined as pleiotropic with low molecular-weight polypeptide chain that could product hormones of paracrine, juxtacrine, and autocrine effects. Cytokines protein plays an important function in the regulation of immune responses and inflammation. The functions of Cytokines in inflammatory and medicine path within the pathologic process and DN were a well-documented progression. The basic proinflammatory to kinas that are suggested to drive an important function within the pathological process of DN are IL-1β, IL-6 and factor of TNF-α. These cytokines proteins will rise significantly in DN (Tecklenborg, 2018) .Furthermore, the elevated levels of proinflammatory cytokines content in serum and urine have related to the progression of DN (Arora, 2011) . Actually, blocking the achievement of cell so inflammatory to the renal has been well-tried to shield again stnephriticinjury in animal models of DN.
Cytokines of proinflammatory which are generated by inflammatory cells directly in jury renal structure (Saltiel, 2010) . Furthermore, gene polymorphism of each the pro-inflammatory cytokines and their receptors are often used as a sturdy predictor of the susceptibleness and progression of DN (Khondkaryan, 2018). In diabetic patients, the IL-1β concentrations of bloods near reported to be considerably elevated with an independent related with urinary albumen excretion. Furthermore, in a potential investigation, the IL-1Β accumulate at ionic blood serum was directly related to the UAE also like alteration in albuminuria throughout the follow-up period (Balka, 2019) . In addition, high levels of IL-1β are determinant of early kidney dysfunction in diabetes patients (Devaraj, 2011) . Furthermore, this cytokine protein is suggested to have a support function to the development of DN, instead of different diabetic complications (Rosa, 2012) . Several studies reported of elevated blood serum levels of IL-1β in patients with chronic renal diseases, particularly those with declining GFR (Tilak, 2010 , Rosa, 2012 . Intra-cellular, IL-1β can elevate the assembly of proinflammatorycytokines and chemokine by mesangial cells. All these studies and many others have been agreed with the current search, supports and gives clear combination of our results. In general, intercellular adherence molecule one (ICAM-1) could be a surface glycoprotein of cells expressed on end thulium cells and leukocytes within the immune system. ICAMl proteins act as lig and also the primary receptors for ICAM-l are transmembrane receptors (integrands), that mediates interaction so fcell-cell and permit to signal transduction especially to ICAM-l. Thus, primarily depends on the interaction with these molecules, ICAM-l has an important role in leukocyte endothelial cell interaction and T-lymphocytes activation (Quagliaro, 2005) . IL-1β increase the expression of cohesion molecules such as ICAM1, which motivate prostaglandin in E2 generation resulting in an alteration in hemodynamic of glomerular, increases of the endothelial cell of vascular tubes, and will increase cellularity of glomerular elevating hyaluronic acid generated by epithelial issue cells of kidney proximal tubule (Quagliaro, 2005) . Elsherbiny, 2016 showed that ICAM-1 and IL-1β was tested within two groups of mice, 1stgroup was Unx-TLR4+/+ diabetic nephropathy and 2nd group was Unx-TLR4+/+ non-diabetic as a control. There is a significant correlation between TNF-α, CRP and the concentration so circulating IL-6, with the syndrome of insulin resistance (IR) (Cai, 2013; Cha, 2013; Dasu, 2010) . Expression of TNF-α in the fatty tissue of obese subject sis related to the shriveled activity of the insulin-receipt or, resultant up on irregular levels of phosphorylation of insulin-receptor substrate and of the insulin-receptor itself.Furthermore,IL6 also can help sharing in these actions on the signaling of insulin. The exclusion of obese and blood pressure fact or smoke the results differ with many previous studies, hence IL-6 and TNF-α activation is linked to central obesity, high blood pressure and insulin resistance (Huang, 2017) . Moreover, the molecules expressed by the human macro phages can change chronic inflammation and have an effect on diabetic complications like nephropathy. Thus, the biological mechanisms by which IL-6 and TNF-α increases risk of DN are not well understood. IL-6 and TNF-α are marker so flow-degree inflammation and could have an indirect influence on insulin resistance and secretion the change innate immunologic response which results from heightened systemic inflammation (DiNicolantonio, 2015) . In previous studies, (Gluba, 2010 , Dessing, 2015 , TNF-α and IL-6 were overexpressed in micro dissected tubuli and glomeruli of each microalbuminuria can divert disease patients. Whereas the TNF-α protein expression and IL-6 in tubuli and glomeruli were very trace in control kidney, however, it had been clearly expressed (compared with normal controls) in overt DN and in microalbuminuria (Verzola, 2014) . However, this difference between the result of the current study and other previous studies may be due to that the fact of the sample was taken for this study is general plasma and not a local biopsy. In our study we could not find a relationship between HMGBl and DN, This is supported by many researchers, (Verzola, 2014 , Del, 2018 , mention that though high-mobility group-box one (HMGB1) has been verified to contribute in DN. Moreover, the accumulated HMGB1 protein levels were preponderantly situated within the tubules of the renal diabetic (Panchapakesan, 2005) . Our study was agreed with several studies which revealed that the concentration of HMGBl decreases over time due to the auto-antibodies (Shan, 2011). 
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